"THE REPORT was calculated using the molecular weight of bilirubin (584.7).
The average molecular weight of the mixture of isomers termed ''azobiIiru)i1i''is not presently defined.
Molar absorptivity of bilirubin in serum
Several preparations were made of a 20 mg./l00 ml. bilirul)in solution in fresh serum meeting specifications of the subcommittee report. A 1 + 24 dilution (v/v) in 0.9% saline was then made. The absorbance of this solution (read against saline) was obtained at 460 mii, and corrected for absorbance of the untreated serum, also in a 1 + 24 dilution with saline.
Molar absorptivitv was calculated from the value obtained.
Molar absorptivity of azobilirubin obtained from bilirubin-in-serum preparations
The 20 mg./100 nil. bilirubin-in-seruni preparation described in Seetion 3 was diluted 1 + 24 (v/v) with water, amid 4 ml. was added to a 10-nil. volumetric flask containing 5 ml. of methanol and 1 ml. of diazo reagent. A blank of serum diiuent was also run. Because methanol-water solutions contract, the contents of the flask were diluted to the mark with methanol, then shaken, and absorbance of the solution obtained after the As in Section 2, the molecular weight of biliruhm was usedi for calculation of the azobihiruhin constant.
Molar absorptivities of commercial bilirubin standards
These preparations were reconstituted iii accordance with the manufacturer's directions. Reconstituted samples were pooled and used immediately.
[nused portions of these samples were stored in a refrigerator at 5. l)eterminations of azobilirubin were made as given in Section 4, and molar absorptivities were calculated. in other words, a mixture of 9 ml. of methanol (containiiig the standard hilirul)m) alh(l 1 ml. of diazo reagent i#{236}as slight- to obtain an aliquot for determination.
Data and Results
The ahiquot was then warmed for /2 hr.
